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Fig. 1

Experimental design and analysis of sequencing results

a. The orange bar chart represents “average body weight”, and the blue line chart represents “average body length”. LP (live-bait
period): 1-15 days after hatching; CP1 (1*' conversion diet period): 16-19 days after hatching; CP2 (2™ conversion diet period):
20-24 days after hatching; FP (feeding period): 25-46 days after hatching. The red dots at 13, 19, 24, and 46 days after hatching
represent time points at which sampling occurred. b. Principal coordinate PCoA analysis between samples based on unweighted
unifrac distance matrix. c. Goods_coverage analysis of microbial coverage in different samples. d. Rarefaction curves and estimators
of different samples.
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Tab. 1 Statistical analysis of high-throughput sequencing data on intestinal contents of the
juvenile Micropterus salmoides at different feeding stages

n=3X+SE

WY period AR raw_tags A RUTF S /% valid rate Q20/% Q30/% GC/%  FHEFFHI%EC ASVs
LR W R 96491+7696 80.59+2.37 95.00+1.24" 88.16+2.41% 52.33+0.74% 262+63°
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e (R SR b RS (] 8 R AN [ I S04 1 W 3 25 57 (P<0.05). Q20(30)% 47 A ALK v — Bl 1Y TE 8 3 = 99 (99.9)% I i Lt

. GCY% A I P & GC it

Note: The different superscripts in the same column of data indicate significant differences in different periods (P<0.05). Q20 (30)% indicates

the proportion of valid data with an accuracy rate of one base =99 (99.9)%. GC% indicates GC content in valid data.
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Fig. 2 Relative abundance of intestinal microbiota across taxonomic ranks for
different feeding periods of Micropterus salmoides

a. Phylum level; b. Class level; c. Order level; d. Family level; e. Genus level; f. Species level.
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Fig. 4 Heat map of the top30 species intestinal microbiota of the juvenile Micropterus salmoides at different taxonomic ranks
On the left or upper side is the Bray-Curtis distance clustering tree. The closer the sample cluster, the shorter the branch, indicating a more
similar species composition in the sample/group. On the right side is the relative abundance distribution heat map of each sample/group at

different taxonomic levels. According to the legend, the closer the sample/group is to orange, the higher relative abundance, and vice versa,

the lower relative abundance. a. Phylum level; b. Class level; c. Order level; d. Family level; e. Genus level; f. Species level. In the 6

classification level graphs, the rows marked with * in each graph represent significant differences with different numbers of *.
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Changesin the intestinal microbiota diversity and relative abundance
of juvenile largemouth bass (Micropterus salmoides) at different diet
stages
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Abstract: This study aimed to enhance our understanding of the changes in the intestinal microbiota of juvenile
largemouth bass (Micropterus salmoides) resulting from changes in dietary habits. The intestinal contents of 13-,
19-, 24-, and 46-day-old largemouth bass were continuously collected, representing the feeding live-bait period
(LP), the first conversion diet period (CP1), the second conversion diet period (CP2), and the combination feed
period (FP). 16S rRNA amplicon sequencing was used to investigate species diversity and differences in relative
species abundance in the intestinal microbiota of juvenile largemouth bass. A Goods coverage value of 1 was
obtained for the intestinal microbiota across all periods, suggesting that the sequencing results reflected the
microorganisms present in the intestinal tract. The conversion of bait significantly affected the gut microbial
diversity of the larvae and juveniles. Significant changes in species type were observed in the intestinal microbiota
during CP1 and CP2, with the species composition being simpler. During LP and FP, the intestinal microbiota
exhibited high evenness in species composition. The highest biodiversity and structural complexity in the
intestinal microbiota were observed during FP, with 16 microbial communities having average relative abundances
greater than 1% at the genus level. This number was only eight species for LP, and two or fewer species for both
CP1 and CP2. Significantly higher average relative abundance values for Pseudomonas were observed in CP1 and
CP2 (93.27% and 97.33%, respectively). Furthermore, significant differences in the relative abundance of
dominant bacterial species were identified at different periods, indicating that diet conversion had a notable impact
on gut-related functional microorganisms. This may be the intestinal response of largemouth bass to the absorption
and utilization of feed, which has complex ingredients. This study provides preliminary data for the study of fish
domestication and diet conversion and offers new insights into improving or optimizing largemouth bass feeding
technology from the perspective of gut microbiota regulation.
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